on the 1st day in the remnant of the amputated liver, were transferred intact to, and divided over, the daughter cells of the multiplying hepatocytes. FOUTS et al.7 reported equal activities of side chain oxidation for hexobarbital between the 2nd and 8th day after partial hepatectomy, but a comparison with the 1st day is not possible from their data and no liver weights were given. Their report of a sharp decrease in hexobarbital sleeping time between the 3rd and 5th day, in conflict with our results, remains therefore unexplained a.
The purpose of this study was to determine the effect of immaturity on insulin-induced carbon dioxide production in rat epididymal fat pads. GLmMANN ~ has recently reported that conversion of glucose-l-C ~4 to carbon dioxide in adipose tissue is greater in rats weighing 100-110 g than in those weighing 200-230 g. He also demonstrated relatively poor CO~ production in older rats, an observation previously reported by HA~EN, BALL, and COOPER ~. The direct relationship between CO2 production and lipogenesis in adipose tissue has been shown by WINEGRAD and I~ENOLD 3. It has also been known for some time that rats and rabbits are capable of synthesizing fatty acids in utero 4,s, but relatively little is known about fat metabolism in immature animals. Such data may prove to be important from the standpoint of human pharmacology, since it may eventually help to explain some of the differences between children and adults in response to drugs. The present report concerns the effect of insulin on CO 2 production in adipose tissue taken from young rats weighing 35-90 g. For purposes of comparison, a small number of experiments were performed using adult rats weighing 150-200 g.
Material and methods.
The technique employed was essentially that described by BALL, MARTIN and COOPER 6, in which CO 2 production is measured manometrically in the Warburg apparatus. Male Sprague-Dawley rats were stunned by a blow on the head and decapitated by guillotine. Epididymal fat pads were removed, weighed, and transferred immediately to flasks containing 2.3 ml of cMcium-free Krebs-Ringer bicarbonate solution at pH 7.4. Incubation, with shaking, was carried out for 30 min at 37.5 °C. Glucose, 0.1 ml, and glucogon-free insulin 7 0.1 ml, were then added from the side-arm, resulting in a final concentration of 4 mg/ml and 0.1 U/ml respectively. Incubation was allowed to proceed for an additionM 60 min, and the positive (or negative) pressure readings appearing in mm on the manometers were converted to /~1 of CO 2 evolved per 100 mg of wet tissue/h. Pressure readings prior to addition of the side-arm contents were not used in the calculations, but were obtained to assure that a net positive production of gas was not occurring in the absence of insulin.
Rats were grouped according to weight as follows:
Group Weight An effort was made to allow each flask to contain roughly 100 mg of adipose tissue. 2 or more rats from group I were usually required to fill 1 flask, whereas the tissue from 1 adult rat was always sufficient to fill 2 or more flasks. For the adult group, the average value of the flasks representing the tissue from one rat was considered as 1 experiment. This was done in order to justify the assumption (for statistical analysis) that the values obtained were independent of each other.
All animals in groups ii, III, and IV were fed water and Purina Laboratory Chow ad lib. Group I rats were fed as follows: Ia same as groups II, III, and IV; Ib same, except that the pellets were crushed to make the ration more readily obtainable; and, Ic milk and milk-soaked bread.
Results. The results are presented in the Table. The data from group Ia is not included in the Table. Since rats of this size are for the most part newly weaned, it was felt that their relatively poor performance (5.4 #1 CO~ ± 6.3 S.D., in 11 experiments) might be partially due to mechanical difficulty in obtaining adequate food from the I j. GLIE,~tANn, Diabetes 14, 643 (1965 It can be seen that CO, production increased directly with weight up to 90 g. Using KRAM~R'S multiple range test~ .-~ hi he ~,uup III values were found to be significantly g r than groups I or IV, and group IV significantly greater than group I (~ = 0.01).
Discussion. The reason for the poor performance in the YOUngest rats is not known, but it is possible that the results were influenced by increased levels of growth hormone which might be present at this age. Although \VIN~GRAI) et al.9 demonstrated enhanced CO, production when growth hormone was added in vitro; GOODMaNx0 showed that injection of the hormone into rats for 4 days prior to sacrifice resulted in reduced CO~ production as well as decreased fatty acid synthesis in the isolated fat pad. ALTSCHULER et al. n suggested that the increased fatty acid release in their immature rats might also be secondary to the effects of the growth hormone. Unfortunately, no data concerning the levels of growth hormone in rats at various ages are available at present.
We have no explanation for the increased CO 2 production in group III (75-90 g) as compared to the adult group. Neither could HAGEN et al. ~ fully explain the poorer response seen in older rats (over 250 g), but suggested that 'dietary or hormonal' influences were involved. ALTSCHULER et. al. n found a decreased tissue nitrogen content in mature rats compared to animals weighing less than 100 g, coincident with reduced activity. 
Zusammen/assung. Es wurde der Einfluss yon

Identification of Steroid Hormones from
Lacerta sicula Testes l.~rom 400 mature animals, 35 g of material were obtained. The tissue was lyophilized and the free steroids entracted with organic solvents. The conjugated steroids Were extracted after acid hydrolysis with HC1 and diOXane, The phenolic steroids were separated from the neutral ones by extraction with NaOH. Neutral and Phenolic fractions were purified by column and thin-layer Chromatography The identification of the steroids was Obtained by means of UV-spectra, characterization of ue~:atives, and gas-liquid chromatography.
t: eutral ~faction. Both free and conjugated neutral frac-'~ns Were purified on neutral alumina column, eluted with mixtures of petroleum ether-ethylacetate. The fractions were then examined on thin-layer, using silica gel G as adsorbent and the mixture acetone/chloroform (5:95) as solvent system. 4 spots were detected in the free neutrM extract by exposure to iodine vapour, corresponding to the Rf values of progesterone, androstenedione, androsterone and testosterone. The UV-spectra of the first 2 spots showed maximum absorption at 240 nm in absolute ethanol and 290 nm in concentrated sulphuric acid. Gasliquid chromatography of the eluates from thin-layer chromatography, using a Barber Colman apparatus with column packed with SE-30 2% in Chromosorb W and an argon flow of 81 ml/min, confirmed the presence of progesterone in the first spot and of androstenedione in the second. By these methods it was also possible to detect 20fl-hydroxypregn-4-en-3-one in the first spot and dehydroepiandrosterone and pregnenolone in the second. I L. GALZIGNA, Re, Accad. Sci. fin. mat., Napoli 31, 92 (1961) .
.2 C. Lueo and G. CmEFFh Re. Accad. Sei. fis. mat., Napoli 34, 443 (1963 a G. CHIEFFI and C. LuPo, Nature, Loud. t90, 169 (1961) .
• ~ G. CHIEFFI and C. LlJPo, Re. Accad. Gel. fin. mat., Napo]i 30, 399 (1%1).
